Background: Exome sequencing is now being incorporated into clinical care for pediatric and adult populations, but its integration into prenatal diagnosis has been more limited. One reason for this is the paucity of information about the clinical utility of exome sequencing in the prenatal setting.
Background
Congenital fetal anomalies occur in approximately 3% of pregnancies and are responsible for 20% of infant mortality in the USA [1, 2] . Many of these are thought to have an underlying genetic etiology. Current practice guidelines recommend karyotype and chromosomal microarray analysis (CMA) as first-tier tests when a fetal anomaly has been detected by ultrasound or other fetal imaging [3, 4] . These tests are able to detect aneuploidy, chromosomal rearrangements, or copy number variants (CNVs) in a combined 30-40% of pregnancies studied [5] [6] [7] [8] .
While these genetic testing approaches are invaluable for prenatal genetic diagnosis, the potential etiology for fetal anomalies remains unsolved in approximately 60% of cases. A proportion of these unsolved cases may be the result of Mendelian disease due to single-gene defects. Historically, clinicians relied on serial sequencing of single genes or gene panels to explore a potential molecular diagnosis for a Mendelian disease trait. However, such approaches usually require a fairly narrow differential diagnosis and are time consuming. This poses a clinical conundrum in prenatal medicine, where the ability to narrow the differential diagnosis may be limited by incomplete phenotypic information due to the inherent limitations of in utero imaging or gestational age. Even when the clinical phenotype manifested during pregnancy is highly specific, targeted gene tests may yield negative results if the disorder is caused by a variant in a disease gene that is not included in the chosen panel.
One solution to this diagnostic challenge is exome sequencing (ES), which has been shown to provide a valuable diagnostic option in postnatal genetic evaluation because it is not disease-or gene-specific and does not require prior knowledge regarding the potential causative gene(s) for an observed phenotype [9] . Exome sequencing has therefore started to be incorporated into clinical care for pediatric and adult populations. While there have been multiple publications showing the diagnostic and clinical utility of ES in the postnatal setting [3, 4, [10] [11] [12] [13] [14] [15] [16] [17] [18] [19] , integration of ES into prenatal diagnosis has been more limited. One reason for this is the paucity of information about the clinical utility of ES in the prenatal setting [20, 21] . Here we present a retrospective analysis of the outcomes of prenatal ES that was performed in a diagnostic laboratory as part of the clinical management of pregnancies, including continuing pregnancies, complicated by fetal structural anomalies.
Methods

Sample inclusion criteria
We performed a retrospective review of the indications, exome results, and clinical impact of molecular diagnoses for all fetal samples that were referred to the Baylor Genetics clinical diagnostic laboratory by a physician for exome testing. We defined the following inclusion criteria: (1) the fetal sample was obtained through an invasive diagnostic procedure (including amniocentesis, chorionic villus sampling, and cordocentesis) or product of conception (POC), (2) the fetus had at least one structural anomaly detected by fetal imaging or autopsy, (3) ES was performed at Baylor Genetics, and (4) a final report was issued between March 2012 and November 2017. The Baylor Genetics clinical diagnostic laboratory is accredited by the College of American Pathologists (CAP) and certified by the US Department of Health and Human Services Clinical Laboratory Improvement Amendments (CLIA). De-identified reporting of demographic and molecular data from this laboratory was approved by the Institutional Review Board at Baylor College of Medicine.
Consent procedures and testing protocols
All exome tests involving a fetal sample required informed consent from parents, relevant patient clinical data, and prior approval by a laboratory genetic counselor that ES was an appropriate testing option. Fetal exomes were processed under one of three testing protocols: proband exome (turnaround time (TAT): 12 weeks, available since 2011), trio exome (TAT: 8 weeks, available since 2014), or prenatal trio exome (TAT: 2-3 weeks excluding tissue culture time, available since 2015). The prenatal trio exome test was intended specifically for ongoing pregnancies and was therefore designed with specialized consenting and reporting procedures. The prenatal trio exome consent form did not include options to report reproductive carrier status [22] or variants in medically actionable genes [23, 24] for the fetus. These options were available for the parents at the time of exome sequencing and for the proband after birth upon request.
Selection of the appropriate prenatal exome test was affected by the availability of the method and parental samples at the time of testing and the degree of urgency of the case. For proband ES, next-generation sequencing (NGS) was only performed on the fetal sample and those sequencing results were interpreted in the context of the clinical indications (Additional file 1: Figure S1 ). Sanger sequencing of clinically relevant variants was then performed on the fetal and available parental samples before final variant interpretation and reporting. The standard and prenatal trio exome tests required that both parental samples accompany the fetal sample. For these tests, the fetal and parental samples underwent ES simultaneously and results were interpreted in unison, taking into account de novo variants in the fetal DNA sample, inheritance, and allelic configuration of each variant, as well as the clinical indications (Additional file 1: Figure S1 ).
Laboratory exome analysis, variant interpretation and result reporting
Fetal DNA was extracted from chorionic villus samples (CVS), amniotic fluid, tissue samples, or fetal blood. For samples requiring cell culturing before DNA extraction, the TAT was calculated from the date of DNA extraction. DNA was extracted from peripheral blood or saliva samples from both biological parents. Previously extracted DNA from any of these sources was also accepted. All fetal samples were tested for maternal cell contamination by comparison of maternal and fetal DNA using AmpFlSTR® Identifiler®, which simultaneously amplifies 15 short tandem repeat sites and a gender-determining marker on sex chromosomes. All exome samples were also concurrently tested by an Illumina HumanOmni1-Quad or HumanExome-12 v1 single nucleotide polymorphism (SNP) array for quality control of the exome data and to detect large CNVs, absence of heterozygosity (AOH), and uniparental disomy.
Exome sequencing was performed on DNA samples as previously described [10, 11] . The following metrics were achieved for all samples: mean depth of coverage was~150×, and~98% of target bases (exons and ± 20 intronic nucleotides flanking the exon-intron boundaries of all nuclear genes) were interrogated at > 20× read depth (Additional file 1: Table S1 ). Variants were assessed for pathogenicity based on the adapted American College of Medical Genetics and Genomics (ACMG) guidelines [25] by a team of American Board of Medical Genetics and Genomics-certified molecular lab directors and medical directors as previously described [10, 26] .
On the fetal report, pathogenic and likely pathogenic variants that may be causative of or related to the prenatal indications were included; variants of unknown significance (VUS) were occasionally included when there was a strong indication for reporting (e.g., the VUS was compound heterozygous with a pathogenic variant). Using similar inclusion criteria, variants likely to cause significant, childhood-onset disorders not related to the prenatal indications were also included on the fetal report; reporting of such incidental findings was done on a case-by-case basis based on a consensus decision between the laboratory and the ordering physician.
A fetal exome sample was classified as molecularly diagnosed if the aforementioned variant(s) were detected in a disease gene that was consistent with the clinical phenotype of the fetus and the expected disease inheritance pattern. For biallelic variants in presumed autosomal recessive disorders, the phase of the variants was assessed by parental studies (by exome in the case of trio exomes, or by Sanger sequencing in the case of proband exomes). The variants were considered to constitute a molecular diagnosis only if they were determined to be in trans. In some cases, a pathogenic or likely pathogenic variant in trans with a VUS was considered to constitute a molecular diagnosis depending on the phenotypic specificity and overlap with the fetal findings. For dominant disorders, only de novo variants or those that were inherited from a mosaic or affected parent were considered to contribute to a molecular diagnosis. Rarely, it was possible for a VUS or a partial phenotype overlap to contribute to a molecular diagnosis upon consultation with the ordering physician. Clinical impacts and postnatal outcome data were collected for samples that were referred for genetic testing by a local clinical institution.
Initial fetal reports could be issued without Sanger sequencing confirmation if the NGS variant call(s) on the report were of high confidence (coverage ≥ 20×, minor allele fraction ≥ 30%, and Phred score of variant calling ≥ 30).
Fetal phenotype information was converted into topbranch Human Phenotype Ontology (HPO) categories using Phenomizer [27, 28] . Statistical comparisons were performed using the two-tailed Fisher's test. The Bonferroni correction was applied for multiple comparisons.
Results
Sample characteristics
One hundred and forty-six prenatal samples fulfilling the designated clinical inclusion criteria were received for fetal exome testing and had a final report issued. The majority of fetal samples were received as extracted DNA (n = 43) or amniotic fluid (n = 35 cultured, n = 32 direct, Additional file 1: Figure S2 ). The remaining sample types included POC (n = 17 direct, n = 7 cultured), cord blood (n = 5), and CVS (n = 4 direct, n = 3 cultured, Additional file 1: Figure S2 ). To our knowledge, a CMA and/or karyotype was performed prior to exome analysis for 132 of 146 families, but was non-diagnostic for an etiological molecular diagnosis. In two cases, sex chromosome abnormalities were detected (47,XXY and 47,XYY), but because the chromosomal findings did not explain the fetal phenotype, prenatal exome testing was initiated. One sample was referred for exome testing although there was a previously identified CNV of uncertain clinical significance that could potentially explain the fetal anomalies. In this case, ES did not detect additional pathogenic variants, so it was not considered to have a molecular diagnosis in our current analysis. CMA and/or karyotype results for the proband fetus were not available for the remaining 14/146 families. For 6 of these families, a previous similarly affected fetus had non-diagnostic CMA and/or karyotype results, but such analysis of the proband fetus was either in progress, not performed, or results were not provided to our laboratory at the time of testing.
Cases were referred from Genetics (n = 67), Maternal and Fetal Medicine (n = 45), Obstetrics (n = 26), Pediatrics (n = 3), Pediatric Neurology (n = 2), and Pathology (n = 3) departments (Additional file 1: Figure S3 ). The majority of samples (n = 123) were referred from an academic institution, while 23 were from a private institution (Additional file 1: Figure S3 ).
In addition to the cohort of 146 samples with completed prenatal exome testing, exome testing was not completed for 13 samples (Additional file 1: Table S2 ). In 6 cases, testing was canceled at the request of the referring institution. In 7 cases, we were unable to issue a final report due to insufficient samples.
Reported variants, molecular diagnostic rate and TAT
Of 146 total cases, 46 received a molecular diagnosis from exome sequencing, an overall diagnostic rate of 32% (Table 1) . Fifty-nine contributing variants, including 8 frameshift, 11 stopgain, 7 splice site, 2 in-frame insertions/deletions, and 31 nonsynonymous changes, were reported in these 46 cases (Table 2 ). Both parental samples were available for testing in 142 of the 146 cases. Fetal samples in this cohort underwent exome testing by one of three available testing options as described in the "Methods" section: prenatal trio (n = 62), standard trio (n = 33), or proband exome (n = 51). A molecular diagnosis was reported for 35% of prenatal trio exomes (n = 22/62), 21% of standard trio exomes (n = 7/33), and 33% of proband exomes (n = 17/51; Table 1 ). There was no statistically significant difference in the diagnostic rates of the three groups (prenatal trio versus standard trio, p = 0. 370; proband versus all trios, p = 0.860). The mean TAT from DNA extraction to initial result reporting was 2.0 weeks (range 1.0-5.4 weeks) for prenatal trio exome, 6.2 weeks (range 1.9-11.1 weeks) for standard trio exome, and 12.6 weeks (range 2.6-20.2 weeks) for proband exome (Table 1) . Time required for culturing was excluded from these TAT calculations because an ES test order was received concurrently with the sample for only 22% of samples (n = 33/146) for which culturing was required (Cohorts 1a and 1b, Additional file 1: Figure S2 ). The remaining samples either did not require any culturing (58%, n = 84/146) or the ES test was ordered sometime after sample receipt, culture initiation, and/or DNA extraction was complete (20%, n = 29/146, Additional file 1: Figure S2 ).
In the absence of professional practice guidelines for reporting incidental findings from prenatal exome sequencing, we defined an internal policy for such findings specifically for prenatal trio exomes (i.e., ongoing pregnancies). As described above (Methods), we included pathogenic and likely pathogenic variants in disease genes that are expected to cause significant childhood-onset disorders on the fetal report, even when not related to the prenatal indications. Reporting of such incidental findings was decided on a caseby-case basis with input from the ordering physician when necessary, taking into account factors such as disease severity and age of onset. Such findings were reported for 3 of the 62 prenatal trio exome tests (see Additional file 1: Table S3 ).
Results by clinical indication categories
For all samples, the indication was one or more fetal abnormalities detected by prenatal imaging or autopsy. Clinical features that were provided by the referring physician(s) were converted into HPO terms using Phenomizer [27, 28] and grouped into top-branch HPO categories for each fetus (see Additional file 1: Table S4 for reported phenotypes and their corresponding categories). The number of unique top-branch HPO categories was tallied for each fetus. If a fetus had multiple abnormalities within the same top-branch category, that category was only counted once for that fetus. This analysis revealed that the molecular diagnostic rate in fetuses with abnormalities affecting multiple organ systems is higher compared to fetuses with abnormalities in a single organ system (p = 0.018, Fig. 1a and Additional file 1: Table S5 ). We next investigated whether the diagnostic rate was affected by the nature of the prenatal phenotype (Fig. 1b) . Fetuses with craniofacial abnormalities had the highest diagnostic rate (46%, n = 22/ 48), and this was significantly higher than the rate among fetuses without such abnormalities (24%, n = 24/ 98, p = 0.013). Nearly half of all fetuses referred for exome sequencing (n = 72/146) had abnormalities affecting the muscular and/or skeletal system. The diagnostic rate for this group was 39% (n = 28/72), while 24% of fetuses without musculoskeletal abnormalities received a molecular diagnosis (n = 18/74, p = 0.075). Although only 14% of fetuses (n = 21/146) had abnormalities involving the respiratory system, this group had a diagnostic rate of 43% (n = 9/21). However, comparison to the diagnostic rate among fetuses without these abnormalities revealed no statistical difference (30%, n = 37/125, p = 0.309). Additional phenotypes that were frequently observed in this cohort affected the nervous system (n = 64/146), the cardiovascular system (n = 37/146), the genitourinary system (n = 38/146), and miscellaneous abnormalities specific to prenatal development (n = 75/146). The diagnostic rates in these groups ranged from 30 to 36%, which is similar to the overall diagnostic rate. Furthermore, the diagnostic rate did not significantly differ between fetuses with these respective abnormalities versus those without (p > 0.05). Abnormalities affecting the abdomen, spleen, thymus, and eye were rarely reported (< 10% of cases, Additional file 1: Table S4 ).
Mendelian inheritance and role of family history
Among the 46 total molecular diagnoses, autosomal dominant (AD) disorders accounted for 50% (n = 23/46), autosomal recessive (AR) for 41% (n = 19/46), and 9% were due to X-linked (XL) disorders (n = 4/46; Table 3 ). The majority of the autosomal dominant disorders were caused by de novo variants (87%, n = 20/23; Table 3 ). Mosaicism of the contributing variant was detected in one of these fetuses (Case 85-PRE, Table 2 ). Inheritance of the variant from a mosaic mother was seen in two cases (Cases 53-P, 67-PRE), and parental samples were not available for one case (Case 45-PRE, Table 2 ). The majority of the AR disorders were due to compound heterozygous variants (68%, n = 13/19; Table 3 ). The remaining six AR diagnoses had homozygous contributing variants (32%, n = 6/19; Table 3 ). Four out of the six cases were determined to be the product of a consanguineous union based on family history and/or AOH data (Case 24-P, 60-T, 84-PRE, 112-PRE; Additional file 1: Table S6 ). Among the contributing variants in the four XL cases, two were de novo and heterozygous in female fetuses (Case 74-PRE and 122-T) and two were maternally inherited and hemizygous in male fetuses (Cases 111-T and 47-T, Tables 2 and 3) . Cases classified as "sporadic" are those with no reported family members or previous pregnancies with a similar phenotype. Cases classified as "significant history" are those with a previous pregnancy or a close biological relative or with similar phenotypic findings
The diagnostic rate was not different in sporadic cases compared to those with a clinically ascertained significant family history (Table 3) . Sporadic cases were defined as those in which the referred proband (fetus) was the first individual in the family to present with the specific phenotype, while cases were considered to have significant family history if a previous fetus or close biological relative had similar clinical features. The majority of cases were sporadic (73%, n = 106/146, Table 3 ). A diagnosis was made in 33% of sporadic cases (n = 35/ 106, Table 3 ). The majority of these were de novo variants associated with either AD (n = 20) or XL (n = 2) disorders (63%, n = 22/35, Table 3 ). These are associated with a much-reduced recurrence risk (RR), derived from the low likelihood of undetectable somatic or gonadal mosaicism in a parent. The remaining 11 cases had findings that indicated a higher RR of 25% due to homozygous or compound heterozygous variants associated with AR disorders (26%, n = 9/35), up to 50% due to an AD variant inherited from a mosaic parent (6%, n = 2/ 35), and 50% in males due to a maternally inherited XL variant (3%, n = 1/35; Table 3 ). Among 40 cases with a significant family history, 11 molecular diagnoses were made (28%, Table 3 ). All but one of these had biallelic variants associated with AR disorders, indicating a 25% RR (Table 3 ). The remaining case had a maternally inherited XL hemizygous variant, indicating a 50% RR in males (Table 3) .
Genes underlying frequent fetal diagnoses and novel fetal phenotypes of known disease genes
A frameshift (n = 3) or stopgain (n = 1) variant in an internal exon in KMT2D was reported for four fetuses (Case 6-P, 45-P, 48-PRE and 126-PRE, Table 2 ). These are all predicted to introduce a premature translation termination codon with non-sense mediated decay [29] resulting in a loss-of-function allele, making Kabuki syndrome, caused by haploinsufficiency of KMT2D, the most frequent single-gene disorder in this cohort [30] . In older children, Kabuki syndrome can be clinically diagnosed based on cardinal manifestations including characteristic facial features, abnormal limb/extremity features, microcephaly, short stature, and heart and kidney problems [31] that are neither apparent nor readily recognizable in neonates and infants [32, 33] and are even more challenging prenatally. Comparison of the phenotypes of the four fetuses with a molecular diagnosis of Kabuki syndrome suggests that the co-occurrence of complex cardiac defects (100%, n = 4/4) and renal structural anomalies (75%, n = 3/4) is a common prenatal presentation of this syndrome, which is consistent with described neonatal phenotypes of KMT2D-related Kabuki syndrome [19, 32] . Pathogenic missense variants in COL1A1 or COL1A2 were diagnosed in five fetuses (Case 17-P, 49-T, 90-PRE, 65-PRE, 66-PRE, Table 2 ) with a skeletal dysplasia phenotype, including shortened long bones and/or abnormalities of the thorax (n = 5), abnormalities of the skull (n = 2), absent fetal nasal bone (n = 1), edema (n = 1), intrauterine growth retardation (n = 1), abnormality of the umbilical cord (n = 1), cardiac abnormalities (n = 1), and genital abnormalities (n = 1) ( Table 2) . Notably, de novo variants in the DDX3X gene were reported for two female fetuses with cystic hygroma and edema (Case 37-PRE, Additional file 1: Table S3 ; 122-T, Table 2 ). Pathogenic variants in DDX3X are known to cause X-linked mental retardation disorder 102 (MRX102, MIM: 300958) in females and rarely in males [34] , but have not previously been reported prenatally. The first identified de novo likely pathogenic variant was therefore initially reported as an incidental finding (Case 37-PRE, Additional file 1: Table S3 ), but the second, in a fetus with identical phenotype, was a known pathogenic variant and reported as a primary finding (Case 122-T, Table 2 ). One case (101-PRE) carried a de novo frameshift variant in DVL1 previously reported in multiple patients with Robinow syndrome (DRS2, MIM: 616331). This variant is predicted to produce a premature termination codon in the last exon of DVL1 and has been previously described to perturb Wnt signaling through a gain of function or dominant-negative mechanism [35] [36] [37] . The phenotype of this fetus, absent cavum pellucidum, abnormalities of the genitourinary system, skeletal system, head and neck, and suspected cardiac abnormality is consistent with that of individuals with DVL1 pathogenic variants [35, 36] .
Clinical implications of receiving a molecular diagnosis
Information about the clinical implications of receiving an exome diagnosis was available for 14 of the 46 molecular diagnoses and scored as (1) altered medical management, (2) altered reproductive planning, (3) modified recurrence risk estimates, and (4) other impacts. In four cases, medical management was altered either by altering neonatal care or by informing pregnancy termination decisions (Table 2 ). For example, prenatal detection of a pathogenic COL1A1 variant in case 90-PRE facilitated coordinating an appropriate perinatal care plan and connecting the parents with other families with osteogenesis imperfecta (OI) so they could learn practical skills for caring for a baby with OI. Recurrence risk estimates were modified or refined based on the molecular diagnosis in eight cases (Table 2) , with a reported positive psychosocial impact for one family with a history of two previous deceased but undiagnosed infants (Table 2 , Other, Case 20-P). Altered reproductive planning for future pregnancies, including targeted prenatal genetic testing or pre-implantation genetic diagnosis, was the most frequent clinical implication (n = 15 cases, Table 2 ). We are aware of at least 10 cases out of the total 46 molecular diagnoses where the WES result led to targeted testing in a future pregnancy. Additional feedback regarding pregnancy outcomes was provided to the lab for seven local cases (Additional file 1: Table S7 ).
Discussion
The diagnostic yield of 32% in this cohort of 146 proband and trio exome sequencing tests performed on fetal samples is slightly higher than that of some recent larger series with reported diagnostic rates of 20-24% [38] [39] [40] . The subset of 62 ongoing pregnancies, with a diagnostic rate of 35%, is one of the first larger series reported to date where exome sequencing was done on still ongoing pregnancies. A prior review of studies, published and presented at international meetings with more than five cases each (range 7-101), indicated a diagnostic yield between 6 and 80% [20, [41] [42] [43] [44] [45] [46] [47] [48] [49] . This wide range is likely due to a combination of small sample sizes, differences in the a priori likelihood of an underlying Mendelian genetic etiology due to varying inclusion criteria, and variation in interpretation of pathogenicity between reports. Not surprisingly, our diagnostic yield of 32-35% is very close to recently reported 36.7% diagnostic yield from exome sequencing for 278 neonates and infants in intensive care units [19] . Some outcomes of exome sequencing on medical management that were described in this report will likely be applicable to prenatal exome sequencing [19] , but more extensive and detailed prenatal studies will be required to further discern its clinical utility and refine clinical inclusion criteria for this advanced testing. We found a higher diagnostic rate for fetuses with structural abnormalities of multiple organ systems and for fetuses with abnormalities of craniofacial morphology, as well as a good diagnostic yield for prenatally detected musculoskeletal, respiratory, nervous system, cardiovascular, and genitourinary anomalies, suggesting clinicians may expect a higher yield in these prenatal presentations, after karyotype studies and chromosome microarray analysis are unrevealing. We further detected multiple large regions of AOH (> 5 Mb) on concurrent SNP array analysis in four fetal samples with homozygous variants [50] . These cases underscore that AOH, particularly as a result of consanguinity, can contribute to autosomal recessive disorders and influence the molecular diagnostic rate [45, 47, 51, 52] . While self-reported family history and SNP arrays provided adequate information to identify a molecular diagnosis for these samples, an alternative approach that could potentially improve sensitivity and reduce cost would be to test for AOH, CNVs, and uniparental disomy simultaneously by calculating the B allele frequency of all single nucleotide variants within the existing exome sequencing data [52] .
Reporting VUS and incidental findings in prenatal exome results present a particular challenge because they can create a dilemma for clinicians, genetic counselors, and families who are considering difficult decisions for their pregnancy, delivery and neonatal management in a time-sensitive environment, which must be weighed against the risk of missing a potential molecular diagnosis if a VUS is not reported. Accurate variant interpretation and decisions whether to report a VUS can be compromised by incomplete communication between clinicians and the laboratory about the fetal phenotypic information. Another challenge is that current practice guidelines for reporting incidental findings from diagnostic exomes specifically excludes the prenatal setting [23, 24] , although a very recent position statement has begun to address this [21] . To standardize our approach, we defined internal policies for prenatal exomes to report mainly pathogenic or likely pathogenic variants in genes related to prenatal testing indications or known to cause significant disorders during childhood, even if unrelated to the referring indications. We occasionally reported VUS on a case-by-case basis after multidisciplinary consensus decision between the laboratory and the ordering physician when there was a strong indication based on factors such as the presence of a pathogenic variant on the other allele in recessive disorders, good candidate gene based on the fetal phenotype, disease severity, and age of onset.
In the prenatal setting, the timeline for receiving diagnostic testing information is critical as couples may use the test results to support decisions for their pregnancy, including pregnancy continuation or termination, fetal treatment, and delivery management, as well as neonatal treatment. As turnaround time continues to decrease, the diagnostic results of prenatal exome sequencing will increasingly contribute to this decision-making process, in addition to its utility for recurrence risk counseling. We have demonstrated that initial exome results for ongoing pregnancies are routinely reported in~2 weeks excluding cell culture time. Considering that in most cases exome sequencing is not initiated until the result of the CMA, which is usually performed in parallel to the cell culture on DNA directly extracted from the amniotic fluid sample, the need to wait for cell cultures often does not add to the overall time from procedure to the exome result (Additional file 1: Figure S2 ). Nevertheless, continued reduction in the time to molecular diagnosis remains possible. In addition to time required for specimen culturing, patients often wait for insurance verification, coverage determination, and cost estimates prior to initiating testing [53] . This impacts not only the turnaround time but also the emotional burden on the family.
Currently, little guidance on diagnostic prenatal exome sequencing exists. The ACMG currently recommends ES as an option for fetuses with multiple congenital anomalies suggestive of a genetic disorder for whom genetic tests that are specific to the phenotype have failed to determine a diagnosis [9] . Although the American College of Obstetricians and Gynecologists does not currently recommend the routine use of fetal exomes in the prenatal setting, they state that prenatal exome may be reasonable in select circumstances such as recurrent fetal phenotypes with no diagnosis by standard testing [4] . A recent joint position statement from the International Society for Prenatal Diagnosis, Society for Maternal and Fetal Medicine, and Perinatal Quality Foundation [21] further comments on reasonable indications for fetal exome testing and considers counseling and implementation aspects. Nevertheless, all current professional society statements emphasize the need for more peer-reviewed data regarding implementation of ES for prenatal diagnosis. Our study contributes such valuable information by reporting diagnostic rates, genotype-phenotype correlations, new information regarding prenatal presentations of some molecularly diagnosed disorders, and clinical impact of molecular diagnosis from a cohort of 146 consecutive fetal exomes sequenced and analyzed on a clinical basis.
Conclusions
With rapid mean TAT of 2 weeks, we were able to provide molecular diagnosis for 35% of ongoing pregnancies that underwent prenatal trio exome analysis. An overall diagnostic rate of 32% was achieved including all sub-cohorts of proband, standard trio and prenatal trio exomes. We showed a higher molecular diagnostic rate in fetuses with structural anomalies in multiple organ systems and in fetuses with craniofacial abnormalities. Finally, we demonstrated that prenatal ES can offer substantial advantages for both families and clinicians, in terms of reproductive planning and decision-making, recurrence risk estimation, and medical management. Thus, our study demonstrates compelling evidence for the utility of prenatal exome sequencing as a promising new option in the realm of prenatal genetic diagnostics. We conclude that although more research on its clinical utility for various categories of fetal phenotypes is needed, prenatal exome sequencing can be offered in select cases, but should preferentially be implemented under guidance of experienced multidisciplinary teams that include prenatal genetics experts who work closely with laboratories experienced with both prenatal diagnosis and diagnostic genome-wide sequencing, as previously suggested [21] .
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